(D) IL-23p19 mRNA expression levels in inf-DCs were determined by qRT-PCR and normalized to GAPDH. IL23 protein expression levels in supernatants were detected by ELISA. N: normal tissue; T: tumor. Data are shown as mean ± SEM; n=6; **p < 0.01. (E) γδT cells isolated from normal tissues were incubated in conditioned medium (Heat Killed E.coli., NS, TS, IL-23, TS with IL-23 neutralizing antibody or TS with control mAb, respectively) as indicated for 14 days, and the percentages of γδT17 cells were detected by FCM. One of 6 independent experiments is shown. NS: normal tissue-derived supernatants; TS: tumor-derived supernatants. 
Supplemental Experimental Procedures DNA Preparation and Bacteria Quantification by qPCR
Human tumor and normal tissue samples (20-100mg) were digested overnight in 0.7 ml molecular grade lysis buffer (100mM TrisHCl pH 8.5, 5 mM EDTA pH 8.0, 0.2% SDS, 200 mM NaCl, 1 mg/ml proteinase K) at 55 °C with rotation. The samples were centrifuged at 20,000g for 5min and then the liquid portion was moved to equal volume isopropanol. The precipitated DNA was recovered and resuspended in 0.4 mL TE buffer. An equal volume of phenol: chloroform: isoamyl alcohol (25:24:1) was added, mixed by inversion and centrifuged at 20,000g for 5min. Then the aqueous phase was transferred to a fresh tube. If aqueous phase was milky, the phenol: chloroform: isoamyl alcohol step was repeated. 0.1 volume of 3M sodium acetate pH 5.2 and 2 volumes of 100% ethanol were added, incubated at -20 º C for 1hr and centrifuged at 20,000g for 15min. The pellet was washed twice with 0.5 mlof 70% ethanol, centrifuging at 20,000g for 7min and discarding supernatant. The DNA pellet was resuspended in molecular grade water. DNA (10ng) was used in each 20 μl KAPA SYBR FAST qPCR (Kapa Biosystems) reaction, which was performed in triplicate and analyzed on the Stratagene Mx3005P (Agilent Technologies). The universal eubacteria 16S primers were used (Fwd: 5'-GGTGAATACGTTCCCGG-3'; Rev: 5'-TACGGCTACCTTGTTACGACTT-3'). Relative abundance was calculated by the ΔCT method.
Bacteria Fluorescent In Situ Hybridization
Bacteria fluorescent in situ hybridization was performed as previously described (Grivennikov et al., 2012) . In brief, paraffin embedded slides were deparaffinized and hybridized to universal eubacterial or control probes labeled with Alexa594. Hybridization was performed at 48 º C oven for 2 hr followed by washing and counter-stained by DAPI. The sequences of the probes are listed below: Eubacteria: GCTGCCTCCCGTAGGAGT; control: CGACGGAGGGCATCCTCA. For bacteria quantification, at low power (×100), the tissue sections were screened using an inverted microscope (model DM IRB; Leica), and the five most representative fields were selected. In Vitro Co-culture To investigate the role of bacterial products and CD40L in inf-DCs and inf-M for IL-23 production, inf-DCs (5×10 4 ) sorted from normal tissues were incubated for 24 hr in AIM V serum free medium in the presence or absence of heat killed E.coli. (10 5 /ml), Pam3Csk4 (2µg/ml), LPS (2µg/ml), dimerized CD40-ligand (1µg/ml) or E.coli. DNA (1µg/ml). To investigate the role of inf-DCs in γδT17 cells induction, tumor-infiltrating inf-DCs (5×10 4 ) were sorted and pre-activated with heat killed E.coli. (10 5 /ml) for 4 hr. Cells were washed and co-cultured with equal number of autologous γδT cells from normal tissues. At day 7, cells were harvested and IL-17A + cells were detected by flow cytometry (FCM). To determine the role of inf-DCs in γδT17 cell cytokines production, sorted inf-DCs were pre-activated with heat killed E.coli. for 4 hr, washed and co-cultured with equal number of autologous normal γδT cells from normal tissues in 1µm transwell system for 3 days with or without IL-23 neutralizing antibody. After that, γδT cells were collected and incubated in AIM V serum-free medium for another 3 days, supernatants were collected for cytokine detection. To investigate the immunosuppression of tumor-infiltrating PMN-MDSCs, sorted PMN-MDSCs ( 1×10 5 ) were co-cultured with CFSE (Invitrogen) labeled autologous PB CD3 + T cells in the presence of CD3 (Clone UCHT1, 10µg/ml) and CD28 (Clone 37407, 10µg/ml). After 48 hr, supernatants were collected for IFN-γ assay. At day 6, cultures were harvested and T cell proliferation was detected by FCM. To investigate the role of γδT17 cells in PMN-MDSC migration, proliferation and survival, activated γδT17 cells by inf-DCs or sorted tumor-infiltrating CD161 + CCR6 + γδT17 cells ( 1×10 5 ) were co-cultured with equal number of autologous CFSE labeled tumor-infiltrating PMN-MDSCs in 1µM or 3µM 96-transwell Boyden chambers (Corning Costar) with or without specific neutralizing antibody or neutralizing antibody cocktail as described in the previous study (Pelletier et al., 2010) . After 6 hr, PMN-MDSCs in bottom wells were counted, and migration of PMN-MDSCs was determined as percentages of cells migrated in total cell input. For proliferation assay, PMN-MDSCs were pre-labeled with CFSE and then co-cultured with γδT17 cells for 24 hr. PMN-MDSCs proliferation were detected by FCM. For survival assay, PMN-MDSCs were co-cultured with γδT17 cells for 3 days. Cells were harvested and Propidium Iodide (PI, 1mg/ml) was added. PI + PMN-MDSCs were detected by FCM. Inf-DCs-Induced γδT17 Cells Proliferation γδT17 cells proliferation induced by inf-DCs was assessed using 96-transwell Boyden chambers (Corning Costar) of 1µM pore size. Sorted normal tissues-infiltrating γδT17 cells were pre-labeled with CFSE. After 14 days, CFSE -γδT17 cells were detected by FCM.
Inf-DCs-Induced γδT17 Cells Survival
Unlabeled γδT17 cells were co-cultured with inf-DCs as described in γδT17 cells proliferation experiment. After 14 days, 5 µl Propidium Iodide (1 mg/ml, Invitrogen) was added to the bottom wells and incubated for another 15 min, and PI + γδT17 cells were detected by FCM. Inf-DCs-Polarized γδT17 Cells Preparation γδT cells isolated from normal tissues were co-cultured with tumor-infiltrating inf-DCs in 1µM 96-transwell Boyden chambers (Corning Costar) for 14 days. γδT cells were collected for further use. To investigate the role of inf-DCs in cytokines production of γδT17 cells, γδT cells isolated from normal tissues were cultured in specific medium (medium only, medium containing equal tumor-infiltrating inf-DCs, medium containing equal heat killed E.coli. activated tumor-infiltrating inf-DCs or medium containing
